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(54) An enzyme feed additive and animal feed including it 

(57) An enzyme feed additive is provided comprising 
a xylanase, a protease, and optionally a p-glucanase. 
The ratio of the units of xylanase activity per unit amount 
of the feed additive to the units of p-glucanase activity 
per same unit amount of the feed additive is 1 :0-0.25. 

Preferably, the xylanase is the low pi xylanase 
and/or the high pi xylanase obtained from Trichoderma 
longibrachiatum. 

Preferably, the protease is a mutant subtilisin com- 
prising a substitution at the amino acid residue position 
equivalent to tyr+217 of Bacillus amyloiiquefaciens sub- 
tilisin with leucine. 
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Description 

and amino acid contents. These constraints .nclude: 

being nutritionally available to the animal ; and . 

~« Mh »f the animal and of the gut microbial population particularly 
(iii) a decency in endogenous enzyme artvrty, both of the annual 

in a young animal. 

such as those having a high wheat content f ^ - A js norma n y necessary to formulate feeds to 

Due to the problem of poor digest,b.l.ty -of ^^^^L 1he nutritional demands of anima.s. Such 
contain signHicant amounts of energy proving ^ 

,ro TanT=t^ 

ments such as p-glucanases or xylanases r 2 u STgestion. The additive includes a cellulase and a 

cellooligosaccharides. and the fete A cellulase ^T^^ZmvMmm (EC 3.2.1 .91) ("CBH"), endogluca- 
different enzyme dassificatons r?C^ScE. M.. 1988). Moreover, these class«icat>ons 

nases (EC 3.2.1 .4) ("EG"), and CBH components and EG components have 

canbefurther separated intoi "*:^^ cellulase enzyme complex of Trichoderma 

been isolated from a variety of badenal ™ m ^ C BHII, at least three endoglucanases, BG\, 

longibrachiatum which consists of two e ^ e,,0 ^° B h ^^ a ^^ exocellobiohydrolases are considered to act 
EGII and EGIII. and at least one p-glucos.dase The r££2tarSi (mainly cellobiose), which are subsequently 
synergist in the hydrops of c-fcto-^-^ ^ M , 4 linkages in cellulose ^endo 

hydrolysed to glucose by the act.on of p-glucosKlase In ado to y° y ^-linkages. The endoglu- 

iVp-glucanase (EC 3.2.1 .4) will *» IwWjJ. ^^^SSSimBdt^ The exo-cellobiohydrolases 
canases act on internal linkages to produce cdtobiose g ucc «e ana ce o g 

a*omwn**uc* 

Orga^ismswhichpr^ 

twodifferentxylanase ■^^^t^SJ^SS a pi of abou?9.0) and the other referred to as low 
two different xylanases, one referred to as hg pi ^^^^„^g^^^7^B»Mm^ 
P lxylanase(r^ingaplofabajt5.2).asw^^ 

I detail in WO 92/06209. Figure 16 of this document strains which over-expr ss the 

and high p. gen products. 2 * 

rXrrrS— CBH,,, EG,. EGII. EG,„ and BG. 



30 



35 



40 



45 



50 



55 



2 



EP 0 704 167 A1 



As mentioned above, the use of celluiases and xyianases in animal feeds is known as is the use of proteases. It is 
found however that many naturally occurring sources of xylanase contain a significantly greater relative activity of p- 
glucanase. For example in natural strains of T. longibrachiatum. the ratio of xylanase activity to p-glucanase activity is 
of the order 1 :5. Most surprisingly, it has been found that when a xylanase is included in a cereal-based diet at or around 

s its optimum dosage level, the co-presence of enzymes possessing p-glucanase activity increases the FCR of the feed 
which is of course disadvantageous. In view of this surprising f inding, it is concluded that enzymes having p-glucanase 
activity are not only unnecessary in feeds supplemented with a xylanase, but their presence is in fact detrimental to the 
benefits obtained from the presence of the xylanase and/or protease. 

In the description and claims which follow, reference is made to units of xylanase activity, units of protease activity, 

10 and units of p-glucanase activity. These three activities as used in the present specification are measured by the following 
three assay methods. 

Assay Method for Xylanasq Activit y 

is One unit of xylanase activity is the amount of enzyme which liberates one jxmol of reducing sugars (expressed as 
xylose equivalents) from the substrate in one minute under the conditions described. 

Reagents 

20 1.1% (w/v) xylan substrate 

Add 10 ml of 0.5 M sodium hydroxide to 1 .0 g of xylan (Fluka 95590) . Mix for 30 minutes with a magnetic stirrer. 
Add about 40 ml of 0.05 M sodium acetate buffer, pH 5.3. Adjust pH to 5.3 with 1 M acetic acid. Fill to 100 ml with 

0. 05 M sodium acetate buffer, pH 5.3. Substrate should be mixed all the time when used. 

2$ 2.1M acetic acid 

Pipette 5.7 ml of glacial acetic acid into a volumetric flask and fill to 100 ml with distilled water. 

3. 0.05 M sodium acetate buffer, pH 5.3 

so A. Dissolve 4.1 g of sodium acetate in distilled water and fill to 1000 ml with distilled water. 

B. Dissolve 3.0 g of glacial acetic acid in distilled water and fill to 1000 ml with distilled water. 
Adjust the pH of solution A to pH 5.3 with solution B. 

35 

4. Dinitrosalicylic acid (DNS) reagent 

Suspend 20.0 g of 3,5-dinrtrosalicylic acid in about 800 ml of distilled water. Add gradually 300 ml of sodium hydroxide 
solution (32.0 g NaOH in 300 ml of distilled water) while stirring continuously. Warm the suspension in a water bath 
(the temperature may not exceed +48°C) while stirring until the solution is clear. Add gradually 600 g of potassium 
40 sodium tartrate. Warm the solution (the temperature may not exceed +48°C) if needed until the solution is clear. 

Fill to 2000 ml with distilled water and fitter through a coarse sintered glass filter. 

Store in a dark bottle at room temperature. The Reagent is stable for a maximum of 6 months. 

Procedure 

45 

1. Enzyme sample 

1 ml of enzyme dilution (in 0 .05 M sodium acetate buffer, pH 5.3) is equilibrated at +50°C. Add 1 ml of xylan substrate, 
stir and incubate at +50°C for exactly 30 minutes. Add 3 mi of DNS-reagent, stir and boil the reaction mixture for 
exactly 5 minutes. Cool the reaction mixture in a cold water bath to room temperature and measure the absorbance 
so at 540 nm against distilled water. <? 

2. Enzyme blank 

Incubate 1 ml of xylan substrate at +50°C for 30 minutes Add 3 mJ of DNS-sotution and stir. Add 1 ml of enzyme 
dilution (in 0.05 M sodium acetate buffer, pH 5.3) and stir. Boil the mixture for exactly 5 minutes. Cool the reaction 
55 mixture in a cold water bath to room temperature and measure the absorbance at 540 nm against distilled water. 
The absorbance difference between the enzyme sample and enzyme blank should be 0.3-0.5. 

3. Standard curve 

Prepare standard solutions from anhydrous xylose in 0.05 M sodium acetate buffer, pH 5.3. Xylose concentration 
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in the standards should be 0.05-0.5 mg/ml. Pipette 1 ml of standard solution, 1 ml of xylan substrate and 3 ml of 
DNS-reagent into a test tube. Stir and boil for exactly 5 minutes. Cool in a cold wat r bath to room temperature and 
measure the absorbance at 540 nm against standard blank. In the standard blank, xylose solution is replaced by 1 
ml of 0.05 M sodium acetate buffer, pH 5.3. Otherwise standard blank is treated like xylose standard. 
5 Plot xylose concentration as a function of absorbance. New standard curve is prepared for every new DNS- 

reagent. 

Calculation 

10 The xylanase activity of the sample is calculated according to the following equation: 

Activity (U/g) » ( fA(X) - AfO)1 x k + C ,) x 
is 10QQ x Df 

MW wl x t 



20 

wherein: 

A(X) = absorbance of the enzyme sample 
A(0) - absorbance of the enzyme blank 
k = the slope of the standard curve 
25 C Q = the intercept of xylose standard curve 

1000 = factor, rnmol -> jimol 
Df = dilution factor (ml/g) 

MW xy | s molecular weight of xylose (150.13 mg/mmol) 
t = reaction time (30 minutes) 

30 

Assay Method for Protease Activity 

One unit of protease activity is the amount of enzyme which liberates from the substrate one microgram of phenolic 
compound (expressed as tyrosine equivalents) in one minute under the conditions described. 

35 

Reagents 

1. 0.6% (w/v) casein substrate 

Weigh 0.6 g of dry Hammarsten Casein (Merck 2242) into a 200 ml beaker. Moisten with a small amount (about 5 
40 ml) of distilled water. When casein is thoroughly moistened add 20 ml of 0.2 M disodium hydrogen phosphate solu- 
tion. Warm the mixture at +60°C with stirring until casein dissolves and an opal solution is obtained. Add 60 ml of 
distilled water and if needed 1-2 drops of octyl alcohol (anti-foam agent; similar products can be used). After cooling 
to room temperature, adjust the pH to 7.5 with 0.5 M sodium hydroxide and 1 M lactic acid. Transfer solution into a 
vofumeric flask and fill to 100 ml with distilled water. 
45 Substrate solution is usable for one week if stored in a cold room. 

2. 0.2 M Na 2 HP0 4 solution 

Dissolve 17.80 g of disodium hydrogen phosphate dihydrate in distilled water and fill to 500 ml with distilled water. 

so 3. 0.02 M NaCI solution 

Dissolve 1 . 168 g of sodium chloride in distilled water and fill to 1000 ml with distilled water. 

4. Precipitation reagent (TCA) 

Dissolve 1 8.80 g of trichloroacetic acid (CCI3COOH), 18.10 g of anhydrous sodium acetate (CH 3 COONa) and 1 8.80 
55 g of acetic acid (CH3COOH) in distilled water and fill to 1 000 ml with distilled water. 

5. Phenol reagent 

Mix one (1) part of Folin-Ciocalteau phenol reagent with one (1) part of distilled water just prior to the assay. 
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6. 0.55 M Na 2 C03 solution 

Dissolve 58.295 g of disodium carbonate in distilled water and fill to 1000 ml with distilled water. 
Procedure 

5 

1. Enzyme sample 

Equilibrate 1 ml of enzyme dilution (in 0.02 M NaCI solution) at + 40°C (for about 5 minutes). Add 5 ml of equilibrated 
casein substrate, stir and incubate at + 40°C tor exactly 30 minutes. Add 5 ml of precipitation reagent and stir. 
Incubate at + 40°C for exactly 30 minutes and filter immediately with filter paper (Whatman 1 or Macherey Nagel 
io 640 we). 

Pipette 2 ml of filtrate, 5 ml of 0.55 M Na2C03 solution and 1 ml of phenol reagent. Stir and incubate at +40°C 
for 30 minutes. Cool to room temperature and measure the absorbance at 660 nm against distilled water. 

2. Enzyme blank 

is Equilibrate 1 ml of enzyme dilution (in 0.02 M NaCI solution) at +40°C (for about 5 minutes). Add 5 ml of precipitation 
reagent, stir and incubate at +40°C for exactly 30 minutes. Add 5 ml of casein substrate, stir and incubate at +40°C 
for exactly 30 minutes. Filter immediately with filter paper (Whatman 1 or Macherey Nagel 640 we). 
Treat the filtrate as the enzyme sample. 

The absorbance difference between the enzyme sample and the enzyme blank should be 0.2-0.5. 

20 

3. Standard curve 

Prepare a tyrosine stock solution by weighing 10 mg of L-tyrosine into a volumetric flask, dissolve in 0.02 M NaCI 
solution and fill to 100 ml with 0.02 M Nad solution. 

Prepare dilutions from tyrosine stock solution in 0.02 M NaCI solution as follows: 
25 1:50 = 2jxg/ml 

1:20s=5fig/ml 
1:10 = 10ug/ml 
1 :5 = 20 jig/ml 
1:3 = 33 fig/ml 
30 1:2 = 50fig/ml 

Pipette 2 ml of each tyrosine dilution, 5 ml of 0.55 M Na 2 C0 3 solution and 1 ml of phenol reagent. Stir and incubate 
at +40°C for 30 minutes. Cool to room temperature and measure the absorbance at 660 nm against distilled water. 
Plot tyrosine concentration as a function of absorbance. 

35 Calculation 

The protease activity of the sample is calculated according to the following equation: 

40 Activity (U/g) = fMX) - ft(0)l X k X 

F X D f 

t 

45 

wherein: 

A(X) = absorbance of the enzyme sample 
A(O) = absorbance of the enzyme blank 
so k = the slope of the standard curve 

F a reaction dilution factor (* 1 1) 
Df o dilution factor (ml/g) 
t = reaction time (30 minutes) 

55 Assay Method for S-Glucanase Activity 

One unit of p-glucanase activity is the amount of enzyme which liberates one ftmol of reducing sugars (expressed 
as glucose equivalents) from the substrate in one minute under the conditions described. 
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Reagents 

1,1.0% (w/v) p-glucan substrate 

Moisten 1.0 g of mixed-linked p-(1,3){1,4)-glucan (Biooon Biochemicals Ltd.) with 10 ml of ethanol. Add about 80 
5 ml of distilled water and warm up to boil. Continue boiling with vigorous stirring until p-glucan is dissolved and a 
turbid solution is obtained. Cool the turbid solution to room temperature continuously stirring and adjust the p-glucan 
concentration to 1 .0% (w/w) by adding distilled water. Filter through a glass fibre filter paper. 

The substrate can be used immediately The substrate is usable for two days if stored in a cold room. 

10 2. 0.1 M sodium acetate buffer, pH 5.0 

A. Dissolve 8,2 g of anhydrous sodium acetate in distilled water and fill to 1000 ml with distilled water. 

B. Dissolve 6.0 g of glacial acetic acid in distilled water and fill to 1000 ml with distilled water. 

15 

Adjust the pH of solution A to 5.0 with solution B. 

3. Dinitrosalicylic acid (DNS) reagent 

20 Suspend 20.0 g of 3,5-dinitrosalicylic acid in about 800 ml of distilled water. Add gradually 300 ml of sodium hydroxide 
solution (32.0 g of NaOH in 300 ml of distilled water) while stirring continuously. Warm the suspension in a water 
bath (the temperature may not exceed +48°C) while stirring until the solution is clear. Add gradually 600 g of potas- 
sium sodium tartrate. Warm the solution (the temperature may not exceed +48°C) if needed until solution is clear. 
Fill to 2000 ml with distilled water and filter through a coarse sintered glass filter. 

25 Store in a dark bottle at room temperature. The reagent is stable for a maximum of 6 months. 

Procedure 

1 . Enzyme sample 

30 Equilibrate 1 ml of enzyme dilution (in 0. 1 M sodium acetate buffer, pH 5.0) at +30°C. Add 1 ml of p-glucan substrate, 
stir and incubate at +30°C for exactly 10 minutes. Add 3 ml of DNS-reagent, stir and boil the reaction mixture for 
exactly 5 minutes. Cool the reaction mixture in a cold water bath to room temperature and measure the absorbance 
at 540 nm against distilled water. 

35 2. Enzyme blank 

Incubate 1 ml of p-glucan substrate at +30°C for 10 minutes. Add 3 ml of DNS-solution and stir. Add 1 ml of enzyme 
dilution (in 0.1 M sodium acetate buffer, pH 5.0) and stir. Boil the mixture for exactly 5 minutes. Cool the reaction 
mixture in cold water bath to room temperature and measure the absorbance at 540 nm against distilled water 
The absorbance difference between the enzyme sample and the enzyme blank should be 0.3-0,5. 

40 

3. Standard curve 

Prepare standard solutions from anhydrous glucose in distilled water. Glucose concentration in the standards should 
be 0.1-0.6 mg/ml. Pipette 1 ml of glucose standard solution, 1 ml of distilled water and 3 ml of DNS-reagent into a 
test tube. Stir and boil for exactly 5 minutes. Cool in a cold water bath to room temperature and measure the absorb- 
as ance at 540 nm against standard blank. In the standard blank, glucose solution is replaced by 1 ml of distilled water. 
Otherwise standard blank is treated like glucose standard. 

Plot glucose concentration as a function of absorbance. New standard curve is prepared for every new DNS- 
reagent. 

50 



55 
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Calculation 

The p-glucanase activity of the sample is calculated according to the following equation: 

Activity (U/g) = f \A(x) - A (0)1 x k + C*.1_3C 
moo * Df 

w m si» x t 

wherein: 

is A(X) = absorbance of the enzyme sample 

A(O) a absorbance of the enzyme blank 

k = the slope of the standard curve 

C 0 = the intercept of glucose standard curve 

1000 = factor, mmol -> fimol 
20 Df = dilution factor (ml/g) 

MW g | U » molecular weight of glucose(180.16 mg7mmoi) 

t * reaction time (10 minutes) 

Based upon the above considerations, it is an object of the present invention to provide an enzyme feed additive for 
improving the FCR and/or increasing the digestibility of a cereal-based feed. 
25 Accordingly, the present invention provides an enzyme feed additive comprising: 

(i) a xylanase; 

(ii) a protease; and optionally 

30 

(Hi) a p-glucanase 

wherein the ratio of the units of xylanase activity per g of the feed additive to the units of p-glucanase activity per g of 
the feed additive is 1 :0-0.25. 

35 It has been found that the inclusion of the above enzyme feed additive in the diet of an animal enables the animal 
to digest the diet more efficiently. Thus, the addition of the additive to a feed increases the proportion of feed protein 
and energy which the animal can derive from the feed. This in turn improves the FOB of the feed making it more eco- 
nomical in use. 

It is also possible to utilise this aspect of the present invention by modifying a conventional feed by reducing its 

40 energy, and/or protein, and/or amino acid content whilst simultaneously maintaining the same nutritional levels of energy, 
protein, and amino acids available to the animal. This means that the amounts of costly energy and protein supplements 
conventionally included in an animal feed can be reduced as compared to conventional feeds. Energy supplements 
include fat Protein supplements include fish-meal, meat-meal, soya-bean, rapeseed or canola. This results in a signif- 
icant reduction in the cost per unit weight of the animal feed without decreasing its nutritional value. Alternatively, or 

45 even additionally, the amounts of amino acid supplements can be reduced as compared to conventional feeds which 
can also result in significant cost savings. 

The enzyme feed additive according to the present invention can be prepared in a number of ways. For instance, it 
can be prepared simply by mixing different enzymes having the appropriate activities to produce an enzyme mix. This 
enzyme mix can be either mixed directly with a feed, or more conventionally impregnated onto a cereal-based carrier 

so materia! such as milled wheat, maize or soya flour. Such an impregnated carrier also constitutes an enzyme feed additive 
in accordance with the present invention. 

As an alternative, a cereal-based carrier formed from e.g. milled wheat or maize can be impregnated either simul- 
taneously or sequentially with enzymes having the appropriate activities. For example, a milled wheat carrier may be 
sprayed firstly with a xylanase, secondly with a protease, and optionally finally with a p-glucanase. The carrier material 

55 impregnated with these enzymes also constitutes an enzyme feed additive in accordance with the present invention. 

The feed additive of the present invention may be mixed directly with the animal feed, or alternatively mixed with 
one or more other feed additives such as a vitamin feed additive, a mineral feed additive and an amino acid feed additive. 
The resulting feed additive including several different types of components can then be mixed in an appropriate amount 
with the feed. 
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The feed additive of the invention including the cereal-based carrier is normally mixed in amounts of 0.01-50 g per 
kilo of feed, more pr ferably 0.1-10 g/kilo and most pr terably about 1 g/kilo. „„ Kinant 

An alternative way of preparing the enzyme feed additive of the present invention is to construct by rennfarant 
DNA tohniqu^ss a rrtcroorganism which produces the desired enzymes in the desired re.at.ve ™oun* 
done SSnce by increasing the copy number of the gene encoding xylanase and/or by using > ^*°*P£ 
Pter in front of the xylanase gene. Alternatively or additionally the microorgan.sm strain can be deleted for certain 

of an a aS ■ ^amylase, a pectinase. a mannanase. an a-galactosidase. a phytase and a Ipase. Enzymes 
hitheTstred^^^ 

Ta cereal based carrier or alternatively such enzymes may be impregnated simultaneously or sequentially on such a 
cerealS^^^ 

^SSZfm^ additive as a solution of the individual enzyme activities and then mix this solution w,th a 

£££ ES^S^Sd additive in the animal's diet by incorporating it into a seoond (and 
water which the animal also has access to. Accordingly, it is not essential that the enzyme mix 
pZded oyYhe present invention is incorporated into the cereal-based feed itself, although such incorporation forms a 

Darticularlv preferred aspect of the present invention. 

^ "e enz'yme mix proved by the present invention includes a xylanase as an essentia. co ^^™ or 
can be obtained from a bacterium such as Bacillus. Streptomyces. Clostridium. Thermonospora MMaspora. or 

ft* Humicola or Neocallimastix. It is partfcularly preferred that the xylanase . » the low pi: ^anase g^JJ £ 
hiah Dl xvlanase (pl=9.0) obtained from Trichoderma longibrachiatum obtainable by the method of Example 22 ot wu 
*l££S£w Preferred that the xyianase is the high p. xylanase. Such a **~""»"^ 005 
of units of xylanase activity per unit amount to the units of [5-glucanase activity per same unit amount of about 1 .0.005. 
The " a m'ulant xyfcnase having an amino add sequence not found in nature, such a sequence 1 cor^- 
sponSng to that of a naturally occurring xylanase modified by inserting, deleting or replacmg one or more ammo acid 

residues in the naturally occurring xylanase. 

It is readily understood by those skilled in the art of enzyme production that enzyme composrtions such as those 
oMtdhrt n can be prepared by several deferent methods. For example, an enzyme compos*on including a x^a- 
nS^pisLTrKj onfy aTmrted amount of p-glucanase activrty. can be *«*^J*~** 1<Z 
orartsm expressing such xylanase such that undesired genes are deleted or modified to inactivate the gene or the 

Additionally, the enzyme composition may be orepan* by, f^^*^" 
ourifvina a specifically desirable activity (xylanase) from a whole cellulase complex. Suitable methods are descnbed in 
wSSiS aSrpurrtication methT which are described in US Patent 5.328,841 include pupation using pdy- 
XlSeXol and the like. Ukewise, such enzyme expositions may be prepared by fermentation 
cXi whereby the ratio of enzyme component activities can be modified by variation of the pH. temperature, carbon 
source or combinations of these, during the fermentation procedure. 

inahXlorlowpl xylanase prcxiuced from a transformed hc>st that is lacking one or more d function^ 

(EGO CSendoglucanase II (EQ.I). functional cel.obiohydro.ase I (CBHI) and functional if****"?" 
(CBHlii. ^preparation of such transformed hosts and .reproduction of high and lowpl xyianases,s descnbed in WO 

^hfx^e^^^^ 

activity compared to xylanases obtained from naturally occurring sources. By using such a host, an enzyme composition 
SLwSTncludingonlyO 

™£2^m~Ml In a preferred aspect of this invention, the enzyme feed additive includes a ratio of xylanase 

activity to p-glucanase act™* 0* 1 A" 0 - 01 and more P referablv 1 :°-°° 05 - 

The ratio of the units of xylanase activity per g of the feed additive to the units of protease activity per g of the feed 
additive is preferably 1 :0.001-1 .000. more preferably 1: 0.01 -100 and most preferably 1 : 0.1-10. ienroterrert 

Theenzymemixprovidedbythe^^ 
that theproteaseisasubtilisin which can bederived from the genus Sac//**, such asthe strains incudng but not hmrted 
to Bacillus amyloliquefaciens. Bacillus lentus. Bacillus licheniformis, Bacillus subtilis. or Bacllus ^afoprw/us_ 

Suitable proteases include but are not limited to the following commercially available proteases: Novo NEUTHASe 
(TM) (commercially available from Novo Nordisk); PUFAFECT (TM) (commercially available from Genencor Interna- 
tional IncV SAVINASE (TM) (commercially available from Novo Nordisk); MAXACAL (TM) (commercially avertable from 
<S Brocades): DURAZYM (TM) (commercially available from Novo Nordisk); and MAXAPEM (TM) (commercially avail- 
able from Gist-Brocades). 
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The subtilisin may also be a mutant subtilisin having an amino acid sequence not found in nature, such a sequence 
corresponding to that of a naturally occurring subtilisin modilied by inserting, deleting or replacing one or more amino 
acid residues in the naturally occurring subtilisin. Suitable mutant subtilisins are described in EP-A-0130756 (corre- 
sponding to US-Re-34606) (including mutations at position +155, +104, +222, +166, +33, +169, +189, +217, +156, 
s +152); EP-A-0251446; WO91/06637 etc. The most preferred subtilisin is a mutant subtilisin which comprises a substi- 
tution at the amino acid residue position equivalent totyr+217 of the subtilisin obtainable from Bacillus amyioiiquefaciens 
with leucine. 

Methods of producing such mutant subtilisins are described in detail in the publications US-Re-34606 and EP-A- 
0251446. 

10 The protease which is included in the enzyme mix of the present invention should be free or relatively free of p- 
glucanase activity. This is to ensure that the resulting enzyme feed additive prepared by mixing the protease with the 
xylanase as previously described has the low or nil level of desired p-glucanase activity. This is less of a problem than 
with the xylanase component of the feed additive because microorganisms which naturally produce proteases do not 
necessarily produce high levels of p-glucanases. 

is It is found that the combination of the xylanase and the protease provided as the enzyme feed additive of the present 
invention have complementary and synergistic efficacies in terms of their ability to augment each other's effects to 
provide the advantages obtainable by the present invention of reducing the FOR of cereal-based animal feeds. 

As mentioned above, the enzyme mix provided by the present invention is preferably for use as a feed additive in 
the preparation of a cereal-based feed. 

20 According to a further aspect of the invention, this cereal-based feed comprises at least 25% by weight, more pref- 
erably at least 35% by weight, of wheat or maize or a combination of both of these cereals. The feed further comprises 
a xylanase in such an amount that the feed includes 1 00-100,000 units of xylanase activity per kg.; a protease in such 
an amount that the feed includes 100-1 00,000 units of protease activity per kg.; and optionally a p-glucanase. The ratio 
of the units of xylanase activity per kg. of the feed to the units of p-glucanase activity per kg. of the feed falls within the 

25 range 1 :0-0.25. 

Preferably, the amount of feed additive added to the feed is such that the resulting feed comprises respectively 
1,000-10,000 units of both xylanase activity and protease activity per kg. 

In a further aspect of the invention, a cereal-based feed is provided which comprises at least 25% by weight of 
wheat and/or maize and 100-100,000 units per kg. of a mutant subtilisin comprising a substitution at the amino acid 
30 residue position equivalent to tyr+21 7 of the subtilisin obtainable from Bacillus amyioiiquefaciens with leucine. 

Cereal-based feeds according to the present invention are suitable for animals such as turkeys, geese, ducks, pigs, 
sheep and cows. The feeds though are particularly suitable for poultry and pigs, and in particular broiler chickens. 

The present invention in a further aspect provides the use of a composition including the low pi xylanase and/or the 
high pi xylanase obtainable from Trichoderma longibrachiatum and optionally a p-glucanase as a feed additive charac- 
35 terised in that the ratio of the units of xylanase activity per g of the composition to the units of p-glucanase activity per 
g of the composition is 1 :0-0.25. 

The above use of the composition as a feed additive produces a cereal -based feed having an improved FCR. Accord- 
ing to a further aspect of the present invention, such a feed comprises (0 at least 25% by weight of wheat and/or maize; 
and (ii) the high pi xylanase and/or the low pi xylanase obtainable from Trichoderma longibrachiatum in such an amount 
40 that the feed includes 1 00-100,000 units of xylanase activity per kg. 

The above use and cereal-based feed incorporating the high and/or low pi xylanase enables the animal to digest 
its feed more efficiently. Thus, the addition of such a xylanase containing feed additive to a feed increases the proportion 
of feed protein and energy which the animal can nutritionally derive from the feed. This in turn improves the FCR of the 
feed making it more economical in use. The feed additive including such a xylanase can of course be produced in the 
45 same way as the feed additives previously described. 

The present invention is further explained by way of the following Examples. 
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Example 1 

Cobb male broiler chickens were fed with the wheat-based starter feed set out in Table 1 below up to 21 days of 

age. 

5 

Table 1 





Ingredients 


Concentration (g/kg) 




Wheat 


637.1 


10 


Soybean meal 


300.0 




Limestone 


13.3 




Dicalcium Phosphate 


13.0 




OL-Methionine 


3.1 


15 








Arginine 


1.2 




L-Lysine HCi 


1.3 




Vitamin mix 


1.0 


20 


Mineral mix 


1.0 




Corn oil 


35.0 




Salt 


4.0 


25 


Calculated Composition 






ME Kcal/kg 


3004.0 




CP% 


22.8 




Calcium % 


0.87 


30 


Available Phosphorus 


0.40 




Methionine 


0.64 




Methionine + Cystine 


1.01 


35 


Lysine 


1.29 



The above starter diet of the chickens was supplemented by varying amounts of xylanase obtained from Trichoderma 
wide and/or a p-glucanase obtained from Trichoderma fongibrachiatum. The T. viride was a strain mutated and selected 
40 for relatively high xylanase activity such that it produces 55 units of p-glucanase activity to 1 , 000 units of xylanase activity 
per unit amount. The chickens were divided into 24 separate groups with 30 birds in each group- The diets of the 24 
groups were supplemented by one of the combinations of 0, 500, 1,000, 2,000, 4,000 and 8,000 units/kg of xylanase; 
and 0, 250, 500 and 1,000 units/kg of p-glucanase. 

45 
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The feed conversion ratio for each of these trials was obtained and the values of this are set out in the following 
Table 2: 



Table 2 



p-glucanase (units/kg) added 


0 


250 


500 


1,000 


Average 


Xylanase (units/kg) 












0 


1.54 


1.54 


1.48 


1.53 


1.52 


500 


1.52 


1.51 


1.51 


1.50 


1.51 


1000 


1.47 


1.49 


1.52 


1.54 


1.51 


2000 


1.45 


1.48 


1.51 


1.49 


1.48 


4000 


1.50 


1.51 


1.46 


1.49 


1,49 


8000 


1.55 


1.58 


1.54 


1.51 


1.55 



It is evident from the data set out in the above Table 2, that the presence of p-glucanase activity disadvantageous^ 
20 increases FCR values particularly, at the optimum xylanase level of around 1 ,000 - 3,000 units/kg. 

From the results set out in the above Table 2, it is concluded that the units of xylanase activity present in the feed 
should be at least four times greater than the units of p-glucanase activity in order that an improvement in the FCR value 
can be obtained. Preferably the units of xylanase activity should be at least 1 00 times greater than the units of p-glucanase 
activity, and more preferably at least 1,000 times greater. 
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Example 2 

Several groups of Ross 1 broiler chickens (mixed sex) were fed the starter and finisher diets set out in Table 3 below 
for days 0-21 and 22-42 of their life. Each of these groups included 90 birds. 

5 Table 3 



Ingredient (kg/1) 


Starter 


Finisher 


Wheat 


612.2 


668.9 


Soyabean meal 48% CP 


318.8 


240.9 


Soya oil 


32.6 


55.4 


Salt 


3.03 


3.01 


DL methionine 


2.01 


0.4 


Limestone 


13.8 


14.7 


Dicalcium phosphate 


12.5 


11.7 


Vitamin/mineral 


10.0 


10.0 


supplement 






Calculated analysis(%) 


Starter 


Rnisher 


Crude protein 


23.0 


20.0 


Calcium 


0.90 


0.90 


Total phosphorus 


0.67 


0.63 


Available phosphorus 


0.42 


0.40 


Fat 


4.63 


6.82 


Fibre 


2.58 


2.46 


Lysine 


1.21 


0.99 


Methionine 


0.54 


0.33 


Sodium 


0.15 


0.15 


Potassium 


0.92 


0.78 


Chloride 


0.24 


0.24 



A control group of broiler chickens did not have their diets supplemented by any enzymes. A second group Z had 
their diets supplemented by 3,000 units/kg of high pi xylanase produced from a transformed strain of T. Songibrachiatum 
lacking functional EGI, EGII, CBHI and CBHII as described in WO 92/06209. Groups A, C, E had their diet supplemented 
with the same xylanase, and in addition by 2,000, 4,000 and 6,000 units/kg respectively ol Novo Neutrase (TM) obtained 
45 from Novo Nordisk. Groups B, D and F had their diets supplemented with the same high pi xylanase, and in addition by 
2,000, 4,000 and 6,000 units/kg respectively of a mutant subtilisin which is substituted at the amino acid residue position 
equivalent to tyr+21 7 of Bacillus amyloliquefaciens substilin with leucine as described in the US-Re. -34606. The results 
of these tests are set out in the following Table 4. 



Table 4 



Group 


Control group 


Z 


A 


B 


C 


D 


E 


F 


Final Body weight, kg 


2.21 


2.20 


2.20 


2.20 


2.22 


2.19 


253 


2.20 


Feed Intake, g per bird per day 


93.1 


94.5 


94.6 


92.4 


93.2 


92.2 


94.2 


92.7 


FCR (mortality adjusted) 


1.85 


1.85 


1.85 


182 


185 


182 


182 


1.82 
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From the above data, it can be calculated that the average FOR when using the xylanase and the protease Novo 
Neutrase is 1.84. On the other, the average FOR when using the xylanase and the mutant subtil is in protease of the 
present invention is 1 .82. Each of the groups Z and A-F give rise to FCR values which are either equal to or superior to 
that obtained from the control group. 

5 

Exqmplq 3 

Two groups of Ross 1 male broiler chickens were each fed the wheat-based starter feed set in Table 1 of Example 
1 tor days 0-7. The starter feed was not supplemented with any antibiotic, anticoccidial or any enzyme. 
10 For days 7-2 1 , each group was fed the basic wheat-based feed set out in the following Table 5 in the form of a mash : 



Table 5 



20 



Ingredient 


Amount (wt.%) 


Soft wheat 


65.5 


Soybean meal 48% C.R 


27.3 


Soy oil 


3.1 


Salt 


0.3 


DL methionine 


0.2 


Limestone 


1.4 


Dicalcium phosphate 


1.2 


Vitamin/mineral supplement 


1.0 



A first control group of the chickens did not have their diet supplemented by any enzymes. The above wheat-based 
feed fed to the second test group was supplemented with enriched low pi xylanase obtained from a Trichoderma longi- 
30 brachiatum strain lacking functional EGI, EGII, CBHI and CBHII as described in WO 92/06209. The xylanase inclusion 
level in the wheat diet was 184 units/kg. The control group had an average FCR of 2.00. In contrast, the test group fed 
the feed supplemented with low pi xylanase had an FCR of 1.89. Such a reduction in the FCR of the feed by addition 
of the xylanase indicates that the nutritional performance of the feed is improved. 

& Example 4 

Six groups each containing 12 castrated male pigs of PIC commercial genotype were respectively fed six different 
diets ad libitum in pellet form to assess the effect of enriched high pi xylanase obtained by Trichoderma iongibrachiatum. 
At the start of the trial the pigs were all around 10 weeks of age. Thus, three basic feeds have a different maize/wheat 
40 ratio were formulated in accordance with the following Table 6 in which the amounts of the various components are 
expressed in terms kg/t of the feed. 



Table 6 





20% Wheat diet 


40% Wheat diet 


60% Wheat diet 


Maize 


424 


224 


19 


Wheat 


200 


400 


600 


Wheat Middlings 


100 


100 


100 


Soyabean meal (44) 


200 


200 


200 


Meat and bone meal 


50 


50 


50 


Canola oil 






5 


L-Lysine HCI 


1.35 


1.15 


0.95 


Vitamins & Minerals 


25 


25 


25 
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Each diet was tested either as a control (without enzyme supplementation), or supplemented with 6.270 units ol 
xylanase per kg of feed. The xylanas tested is an enriched high pi xyianase obtained from a Trichoderma bngibtachi- 
atum strain lacking functional EGI, EGII, CBHI and CBHII as described in WO 92/06209. 

The results of these various tests are set in the following Table 7. 

5 Table 7 



Wheat (%) 


20 


40 


60 


Maize (%) 


42 


22 


2 




Control feed 


Feed plus 
xylanase 


Control feed 


Feed plus 
xylanase 


Control feed 


Feed plus xylanase 


Start Weight (kg) 


22.9 


22.6 


21.8 


21.8 


24.6 


23.4 


Finish Weight (kg) 


75.0 


82.7 


78.7 


82.2 


78.8 


82.8 


Daily gain (g) 


930 


1073 


1015 


1076 


974 


1061 


Daily feed intake 

(g) 


2546 


2773 


2680 


2638 


2826 


2942 


FCR 


2.76 


2.59 


2.68 


2.47 


2.93 


2.81 



It will be seen from the results set out in Table 7 that the addition of the xylanase significantly improved daily live 
weight gain by an average of 9% in finisher pigs offered diets containing 60% by weight of cereals formed from different 
2$ proportions of maize and wheat. Overall, both feed intake and the FCR were significantly improved. 

Example 5 

Four groups of Nicholas male turkey poults were fed the maize-based starter feed described in Table 8 in the form 
30 of a mash up to 21 days of age. 



Table 8 





Ingredient 


Amount (wt.%) 


35 


Maize 


36.65 




Soybean meal (45.6% CP) 


55.4 




Animal-vegetable fat 


3.2 




Dicalcium phosphate 


2.3 


40 


Limestone 


1.5 




Mineral premix 


0.3 




Vitamin premix 


0.3 


45 


Sodium chloride 


0.15 




DL methionine 


0.2 



so The first control group were fed the feed of Table 8 unsupplemented. The feeds of three other test groups were 
supplemented respectively with 2,000 units/kg, 4,000 units/kg and 6,000 units/kg of a mutant subtilisin substituted at 
the amino residue position equivalent to tyr+217 of the Bacillus amyloliquefaciens subtilisin with leucine as described 



55 



14 



EP 0 704 167 A1 

in US-Re.-34606. The results of these t sts are set out in the following Table 9. 

Table 9 



Dietary Treatment 


21 -day Body Weight (grams/poult) 


FCR 


Control Feed 


570 


1.39 


Feed + 2000 U/kg of protease 


543 


1.37 


Feed + 4000 U/kg of protease 


570 


1.36 


Feed + 6000 U/kg of protease 


566 


1.35 



From the above data, it can be seen that increasing contents of the protease when added to the feed has the 
is beneficial result of reducing the FCR of the feed. 

The effect demonstrated above of improving FCR values can be obtained when feeds prepared in accordance with 
the present invention are fed to animals such as geese, ducks, sheep and cows, as well as to chickens, turkeys and pigs. 

Claims 

20 

1 . An enzyme feed additive comprising: 

(i) a xylanase; 
25 (ii) a protease; and optionally 

(iii) a p-glucanase 

wherein the ratio of the units of xylanase activity per g of the feed additive to the units of p-gl ucanase activity per g 
30 of the feed additive is 1 :0-0.25. 

2. An enzyme feed additive according to claim 1 , wherein the xylanase is obtained from a bacterium. 

3. An enzyme feed additive according to claim 2, wherein the bacterium is Bacillus, Streptomyces, Clostridium or 
35 Ruminococcus. 

4. An enzyme feed additive according to claim 1 , wherein the xylanase is obtained from a fungus. 

5. An enzyme feed additive according to claim 4, wherein the fungus is Trichoderma, Aspergillus, Humicola or Neo- 
40 callimastix. 

6. An enzyme feed additive according to claim 5, wherein the xylanase is the low pi xylanase and/or the high pi xylanase 
obtainable from Trichoderma iongibrachiatum. 

45 7. An enzyme feed additive according to claim 6, which comprises the high pi xylanase. 

8. An enzyme feed additive according to claim 1, wherein the xylanase is a mutant xylanase having an amino acid 
sequence not found in nature, such a sequence corresponding to that of a naturally occurring xylanase modified by 
inserting, deleting or replacing one or more amino acid residues in the naturally occurring xylanase. 

50 

9. An enzyme feed additive according to any preceding claim, wherein the protease is a subtilisin. 

10. An enzyme feed additive according to claim 9, wherein the subtilisin is derived from the genus Bacillus. 

55 11. An enzyme feed additive according to claim 10, wherein the subtilisin is derived from Bacillus amyloiiquefaciens, 
Bacillus lentus. Bacillus licheniformis, Bacillus subtilis, or Bacillus alcafophilus. 



15 



EP0 704167A1 

12. An enzyme feed additive according to claim 9, wherein the subtilisin is a mutant subtilisin having an amino acid 
sequence not found in nature, such a sequence corresponding to that of a naturally occurring subtilisin modified by 
inserting, deleting or replacing one or more amino acid residues in the naturally occurring subtilisin. 

5 1 3. An enzyme feed additive according to claim 1 2, wherein the mutant subtilisin comprises a substitution at the amino 
acid residue position equivalent to asn+155, tyr+104, met+222, gly+166, ser+33, gly+169, phe+189, tyr+217, 
glu+1 56, or ala+1 52 of Bacillus amyloliquefaciens substilisin with one of the other 1 9 naturally occurring amino acids. 

1 4. An enzyme feed additive according to claim 1 3 f wherein the mutant subtilisin comprises a substitution at the amino 
10 acid residue position equivalent to tyr+21 7 of Bacillus amyloliquefaciens subtilisin with leucine. 

15. An enzyme feed additive according to any preceding claim, wherein the ratio of the units of xylanase activity to p- 
glucanase activity is 1 :0-0.01 . 

is 16. An enzyme feed additive according to claim 15, wherein the ratio of the units of xylanase activity to p-glucanase 
activity is 1 :0-0.005. 

17. An enzyme feed additive according to any preceding claim, wherein the ratio of the units of xylanase activity per g 
of the feed additive to the units of protease activity per g of the feed additive is 1 .0.001 - 1 ,000 

20 

18. An enzyme feed additive according to any preceding claim, further comprising at least one of a-amylase, glucoamy- 
lase, pectinase, mannanase, a-gaiactosidase, phytase and lipase. 

19. An enzyme feed additive according to any preceding claim, further comprising a carrier. 

25 

20. An enzyme feed additive according to claim 19, wherein the carrier is milled wheat, maize, soya or a by-product of 
any of these materials. 

21 . The use of an enzyme feed additive according to any preceding claim, for improving the feed conversion ratio and/or 
30 increasing the digestibility of a cereal-based feed. 

22. A cereal-based feed comprising (i) at least 25% by weight of wheat and/or maize; (ii) a xylanase in such an amount 
that the feed includes 100-100,000 units of xylanase activity per kg. ; (iii) a protease in such an amount that the feed 
includes 100-100,000 units of protease activity per kg.; and optionally (iv) a p-glucanase; wherein the ratio of the 

35 units of xylanase activity per kg. of the feed to the units of p-glucanase activity per kg. of the feed is 1 :0-0.25. 

23. A cereal-based feed according to claim 22, which comprises 1,000-10,000 units of xylanase activity per kg. and 
1 ,000-1 0,000 units of protease activity per kg. 

40 24. A cereal-based feed according to claim 22 or claim 23, comprising at least 35% by weight of wheat and/or maize. 

25. A cereal-based feed comprising at least 25% by weight of wheat and/or maize and 100-100,000 units per kg. of a 
mutant subtilisin comprising a substitution at the amino acid residue position equivalent to tyr+21 7 of the subtilisin 
obtainable from Bacillus amyloliquefaciens with leucine. 

45 

26. A cereal-based feed comprising (i) at least 25% by weight of wheat and/or maize; and (ii) the high pi xylanase and/or 
the low pi xylanase obtainable from Trichoderma longibrachiatum in such an amount that the feed includes 100- 
100,000 units of xylanase activity per kg. 

so 27. Use of a cereal-based feed according to any of claims 22-26 as a poultry feed or as a pig feed. 

28. Use of a composition including the low pi xylanase and/or the high pi xylanase obtainable from Trichoderma longi- 
brachiatum and optionally a p-glucanase as a feed additive, characterised in that the ratio of the units of xylanase 
activity per g of the composition to the units of p-glucanase activity per g of the composition is 1 .0-0.25. 

55 
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